The enzyme of interest was followed throughout the purification by examining the ability of test fractions to cleave '251-factor V as assessed on reduced SDS-PAGE with 4% stacking and 7.5% running gels. In this assay 1 U/mL '25I-factor V was incubated with 10 zL of test fraction in a total volume of 100 ILL for 20 minutes at 37#{176}C. The buffer used was 20 mmol/L Tnis, pH 7.4, containing 150 mmol/L NaC1, 5 mmol/L CaCI,, and 5 mg/mL bovine serum albumin. We concentrated our efforts on the most potent enzyme that at low concentrations cleaved factor V to form peptides similar in moleculan weight to those seen in Fig 4, (1 x 15 cm) equilibrated in 20 mmol/L Tnis buffer, pH 7.4, and 220 mmol/L NaC1 at a flow rate of I 1 mL/h. Bound material was eluted by using a 220 to 600 mmol/L NaC1 gradient of 50-mL total volume. One-milliliter fractions were collected. For 
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